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(57) [Sti] 

CPS] l»ffi?i!flM!t BStttc Wu *>oj«<Sg 
PCRffi£WflLfcRNA<0£*^S*»ftt4. 

WM&ffl RNACfflM^cDNA«M, 11/ 
CScDNASrliat L,3tPCR*ffl^tRNAfi*ai 
^■fSti. ^UcDNAc7)^ N li/fcPCRJ, R 
NAXlic DNAaj^ft^ffiTt— 
am LTfir 5 R N A*OH£#ffi. 2fe¥S1t^*tl» 
I*. B»ttDNA,-tr'j>7— 1\ 4f£?>T**i/Vtf. 

*L R NAXIicDN Ai-^ll, »J ,-K* ? WT— blflSF 
SH££Wt*. ±SRNAS<0«£*atffiffl$ft*R 
JE?K. iSR^HS-^t I) R N A&comfc* •/ h . 
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13 RN AtfflflW c D N A<9£jiL Mtf 
{:icDNA^iia^^7-t:-fi-y- 'j 
r^y 3 y(PCR) ifflV^RNAitaSStSJffi 
(Ci3V>T. Il£cDNAtf)&j£. My'tPCRS:. RN 
AXte c D N A«^ift<o#STfc:-o»R*BSS+"Cji 

5 l/t fr 3 £ fc fcftftfc R N Al^ll^m 
[ff$JS2] PCRSr, 4"&<fc£> 1SW5^7- 

tt£<$fflUc2FM^PCR£J;oTffd;fc£#ffifc 
-f-Sff *il 1 i2»«0RN Afitf8l£3fS. 
[11*113] PCRS. RjEffitt^tSifiRttDN 
Arff'Jjf^— tffc. SOEiSttfc^Sfc^ifiRttDNAjK 

y * 7— fc* t <rt&&wz ± -5 xiuit «. - 1 mm t -r 

6 IB* « 1 ft 6 V m 2 IES{« R N AflWSOS^a . 
[11^4] WT1 mRNA, j8-T?f-y mR 
NA, -»M f^?f-y mRNA. Flt3 mRN 
A, bcr/ab l mRNA, pral/rara m 
RNA, ami l/mtg8 mRN A, e 2 a/ p b 
xl mRNAA>ib^$ft4mRNA*i!!©t*fc1- 
•SfiM 1 ~3<W vtffu&» 1 IItie»c7)RN ASiOlJg 

cii*jB5 ] aie?*Stt*ir$-s»*» B»ttD n a 

* y ;* 5— fe\ 4 Scot** 5^ U #7 ? Wtff- H H V > 
ft. iKKfcfc 1 M<07°7^ V-*f . RNAXticDN 

am^. y t vr—msmttttth , §s$5 

1 ~ 3 <73V vf tttP 1 Jffc£ffitf>R N AiiOSlJKrffiKffi 

[11^6] WT1 mRNA, fi-Tf+y mR 
NA. "9"^ h^y^~y mRNA. F 1 t 3 mRN 
A. bcr/abl mRNA. pml/rara m 
RNA, ami l/mtg8 mRNA, e2a/pb 
xl m R N A t jffiRSil. * m R N A fc t 

[is*Ji7] a*Ji5ft&v^i6aawEiejs^iR 

mm 7 ie«coR«§^^#wti» - fc zmt t * r 

NAfifOffljE^f 7 bo 
[0001] 

fiqttitss^RNAw^fiSrffla, isffl, sassc, 

a y ? S *- ^ a y ofelt^r < fT -5 t&xryfim . 
[0002] 

flg&?>ftsi«tf y ^ 5— tf • f-x -y • y >- a y 



ftlfti RNA, t^NCmRN A053&I fcfc \ >T t> ffiH t * IJ 
JHSiUJ: ot^TSt. RNAO^fttaSffifflS 
*lSjg^RT-PCRi£t±. RNA3te!*WftETCR 
NAtaM6^»3RSrfffflS*T c DNA£fBfi-f £R 
JE. 5SC @ MiUS? WSftWft?" 5 4 v- £ fflv P C 
Rfc«fcoTcDNA£JW&t4KJSs tV^ 2Xg^g 
TfWO^I,. it, <I?)£S£fclT, RNAtaSK 
^®S£ftffl§tfTcDNA£^tH-|>RfE. WizZ(D 
cDNAtcDNAM^Sr^SnL-T^PCR, fcV^ 

2I&H>fcS«>tf>#ftS. Hfc. ffSS&fta&aW 

fcLT. ±S*J£^PCR»lgt2@1ta, irvb»9>4 
**r? HPCRffifc^3*ffit>KA#L<?>*Lt&fc. t 
*>U £ft£>«*jfcW$:RNA£*£fc:t;L vKo^co 
HHtfft-jfc. mtf, ±IEW#Isri:tRISK&» 

TS$ira»oi$l§£gU ^oxay^S^t— ^3 y?r 
3IS£t BtHfcfco-atf:. ftfc P C RIgK**r 
KPCRffi£fflV^*S^Wi^ftt LT3IS>^rO, 

Sittvv^rvn =5r*j, RNAA^Oc D 

t P C RRjSSr 1 ooRflsSMTfr 3 *ffi(i;St(cAVf * 

T^^^X (BioTechniques ) . 3318^, ^678 ~687 

H(1995) t«S$iltV^*<. £*UiflteRT-PC 

Rt1i^:< , RNAiO^ftJrnriltLfc^WTli^o 

t. 

[0003] 

immmmtt&m) ^m^mit, pc 

RffitiHfflLfcRNAtf5S*ffitRltS±E^raafii& 
338 U «ffi-C«fftt, SStttfiii. *»o««fiKrR 
N AOSM^S^ffifttl. ; fc fcft !» . 
[0004 ] 

HBB^S 1 <T>Wm R N Afitf)jg££ffi£0| l . RNA 
tffifflW=5r c D N AWM, ffiflizS c D N A 
UvlP C R R N A**SI£1-*^rffitt5V^T , 

SUcDNAW^-Jt, MtA'lCPCRS-, RNAXticD 

N A&^<rffl£T\,z-<>0)W&fflli$'?mm LX'tio 

- fc 6 . *wnm2<n%mm 1 

RNA«SKKfcKffiffl3fi*RlB}St:B8L. Sfe^vStt 
S^r-fSBS, iffi«fettDNAdf'J^7— b\ 4SWt^ 

i/ U 9\s3s&Y=J) >m. < I fc 1 
>fV-». RNAXticDNAM-S-tk y*jf^UT- 
•fcfa^ffl* *1rt4 - fc £#Sfc . Mt . «flc0 
m 3 ^JHHtt R N ASco$» ■/ h tR| L , % 2 c^Uffl 

[0005] *m%^imm9t£nh, m<^# £ 

fc tft ^^IfflS^BrStLfclSia 
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3. illlwt£RT-PCR (CCRP) ft. MlflcSEfif 
[0006] 

rj©**^**. ffl&tfuBi. at*, «gj. xs. 

^.tfm r n a p-git UMmmmicmvz & . 
r n a 3Cfttt*&jK , * h \ nmmmnmmxim 

lOO/zlSUO. 0 lng-l;ug#jit,T^|>„ 
[00 07] *»i>Bt*5^Tattgl^RT-PCR (C 

crp ) mzmzti&KjGRmmb ixa. mm 

^OfcSL£ffiiSI®fl!T-£>*U;f J: < . fflitf p H 

7-1 owjzimmwiTbtL. mL<iipns 
Sr *r s im^c dn A-t°i/^ 7— «f «asttt«&s* 

5-5 OrtWiiR-caSJnSfLS. Mgj$yl,Zi&cr>BZ' 

1-1 oiimfiai^its. *<aifi, i^3itett*ffiffi 

tt#L ^vjMjtr^yiy ( b s a) „ m 

&?*Stt fc^tS HSMtf £ D N A# 'J X 7— fe'iOffitt 

[ooos] mK&mm-t&mtb ixn h oitw 
m&^4)iz&*mmm (amv) , y^yxmrn 
4>\sx&imwmm (rav2) . tn^--*xs 
>vx&m.wmm (mmlvj, t-7x 

• t7^/W ( ThermustheriDoph i 1 us ) i 3fc D N A 
(Bacillus cardotenax ) feRDNA-lfJ^? — fe' (B 

ca) , mte%ixh<nmmfoifimihtihtf., +t-t, 

[00 0 9] PCRffitfflV^iffiRttDNA.-tCi;^7- 
•fe'tlTH:. a^Offl^l4DNA-1fy^5— fcf. Witf 

• 797t fhX (Thernus aquaticus ) 
DNA^'J>5—feT(Taq) , Jbie<0Tth, b'D3 

• 7 , J>f"t?"X (Pyrococcus furiosus ) 
AXVX 7— If (Pfu), t"03 -y^X • ^-tM 
(Pyrococcus wosei ) N Atf IM y~ t* ( P w 



o) . t?n 3 KODlft (Pyrococcus sp. str 

ain K0D1) &%DNA#VXy—1z (KOD) , 
^'/;DNA^!i^5-t'(K 1 e nTaq ) 

xzz. zti^wmiz^^m.xvmnixm 

[0010] #8!!J!TUU Jif i KttKEiStt. t=5r*> 
*>3' -5' x*y*?ur~ fclSte^-rsfiMD 
NA^'J^7--tffcttiEfiat*ftt«r^i3fiRttDNA^ 

ffl*ttDNA.-tfJ^7— fe'i: LTtiPf u . Pwo. K 
OD^W4.ni»^\ <t»?iP f u#fit>jgLTV* 
4. tS0Effitt£^frinS^DNA#y*7--t*fc L 
TtiTaq. K 1 e nTaq^W^>iXi.*\ *T'i 

[0011] *^Hfl^>RN Ac7)^4^ftt'(i3IE^vStt 

Oju lcORffiSR-e5-200U*«aLTfcO. ^CAM 
VT1i5-5 0U^jgLT^I>„ 4^c. DNA.+riJ^^ 
— tft^Jt$(il : 1-5 : 1. L<«2 : 

1-4 : lifl&lX^&. ttc, *SMB-C(ijSte3fjStt 
KEvSttSr^-fSBiMtDNA^y^^ 
— b\ KIvSfi2r*L ; Sr»r«fVltDNA^y^7--fe'« 

SfcLTAMV, SuE-/Stt*W"tl.DNA^y^7— 
tUPfu, t2iEffitt**L*^DNA^y^5-H? 

t UTa jtwffiffl-rs«^, mzmfct&i, 

<r>X'l,i%^j)\ #-«fWSttJt$i: Lt amv, p f u , 
T a q 2- 2 4 : 1 : 6 «»&-C*OKJEab&«fift*fHH 

[0012] WfflLMi c D N A-^figM^t P C RlzH 

^xm%bt£hAWnT**is%9\-jsl-Y^)v& 

(clATP, dCTP, dGTP, dTTP ; fflff 

xiizcomzmwix a ntp tie»t4 ) vmuz 

v-*»4>-&jRSitSDNA«[f)#fi^Bri|t-f6«H 

x'mm&v/xtewm sii^dNTPcasiftiscfc 

[0013] *HqBCfc^TSWRNA*^^c DNA 
0, SfflSilSRffi^ftttJ^TSWRNAKWLTT 
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6~10 0*?M-?-h\ #£L<fcil 0-3 

•ess. afc, pcRctj^xflSfflSfLir?^?- 

t>, fgWRNAtij*<DcDNA2:8Sfc L^DNA^tf 
£f) c D N A£|£fc:fieffl £ilS7"?4 V-£ D N AOt| 

[ 0 0 1 4 ] #38HJjfc;fevvtflefflSil6 RN AfMr«. 
If {= c D N Al^liiana^ffl*** - 1 *W 
S. Wi.lf, Tov-f'-f y^X if' tyat 

;l/7*fS- #7" t'fxyy-X #7* f US 
A (Proc. Natl. Acad. Sci. USA) „ g?87^ H2725- 
27291: (1990) , ?'J-#;I/ y-SXh'J- (Clin. Ch 
em. ) „ %\\^ 11819 -825 H (1995) , 7' 7 7 F 

(Blood ) .. 3?82%, H1929-1936H (1993) mzlW> 

snmrnmizth & o izm-t^z -cas . m%co 
nt±»s$r#wm mbc j -> t bwcksii-c^ 
& t wcbtuix < , m^commm&Tn 10-20 

ft««£#i{WRNAEtelW)ii>W7 5-1 2 5%<G« 

[0015] jje^fi^B^f wseaisiimtstR 

+ LfcSW R N AMtf CSteft&fccoflHISft* 

<0«WRNA**»6ifc36J-Cl'&. $R«'M±M1IM!t 
tfDfiJttfl : lT&&ii^t:HSWRNA<?D»±SllDS 

WMMmmz J: o S i fc & . fitetf 7# 

[0016] fclT, *fftHfc i 4«^»«RT- P C R 
( C C R P ) «RJC*fr SWTt^t. RJSSSfl fc d 
NTP, Mgi, U;t0^7~ (fim 3ME?«tt 
lfofcttDNA;J?'J.*5~tf, RNAXte 



fc -f L 4 5 ~ 7 0 I < li 5 0 ~ 6 

0t:T5~3 04h #*U<til 0-2 0#®££tfc 
D N Affile £ff 3l^#9 0-9 9°CT'l-2#f&ffi 
U RNA-cDNA«te**3Ett$HU. Jg£9 0~ 
9 9"C<7)SHtaEs 4 5-6 5XKDT-- >J 
6 0^8 0VWDNA\m%.fcfrh%l'&my--4 llVR 
K£2-5 0*M?Mr?TBWRNA£#tf>DNA»r 

ftfc^T'/FPCRfcfr 3 2Bt 
BBcopc Rtcffifflt&7"7>f "?-£*fc#&J*»feEJE 

KaaiD l t 1$ & , 2 gag© p c r mm ix ft *> 

Zbt>V$&. £«0«£l8»Btf)PCRfl|7 , 7>fV- 

fite 2 m B*> P C Rffl7°5 A v-fi J: 0 ^=5r < 1 6 i 
fc36^3?"C, 1ft L<t±l 0 0©tJlT^l* 5 3itTV^ 

So 

[0017] *m<oijmz£t)%coM.m&zii&m 
coc d n a iojssie^ij , $> h \ m z ti f> co-m^mix- 

ftiRNAWSMttf-jik^-CSS. mRNASSW 

fc Uci§£«i, fflUf^WC-^lSmRNAt3-F 
§fLS ^ y^fCDWmim £ #T"S S . W 

>f ;^tc(±!fiffc:|RSH!5r< , $j£fcj;DNA'M/kx<?>fS 

■&t«y>'ADNA*»/i>(E?Stl/SRNA*, R 
NA^-f /I/X«*£tt2^VARNAgfr£1ia<Jfe LT 

tti't hcsjjFik'M^x (hcv) , hh^ea^^ 

^;W(HIV) SriftfUKBStSl}: LTW^M. 
[0018] *3ftW»*ffit:J: D * 
StJWRNA, iRrfct h(7)mRNAtLT(i, ^IXtiW 
Tl mRNA, /S-7?fy mRNA, "9"^f h5~J 
f VmRNA, F 1 t 3 mRNA, bcr/abl 
mRNA, pml/rara mRNA, ami 1/m 
tg8 mRNA, e 2 a/p b x 1 mRNAf^ 

a. ^ix^tcmcom^zmm^ixx^i. wti : r 

Dy- f^V^'X Tj-7' If -fi^^tlV TXrrS- 
jj-7' -*Mxy^-X ^-7' -f USA,®88^ 
m%18-9622S (1991) . H-T9^> : -v9 
T^-yX 'J-t-f (Nucl. Acids Res. ) „ ^12^1, 
|gl687-16%H (1984) . W Vryf'sl 9 : 
4-v?TvyX U^-^- s H10058 M (198 

7) . "iM b^7^-y20 : fOil/yf-fX-ya 
y (Differentiation ) , %i53%^ H95-104 H (199 
3) . F 1 t 3 : 7 , 7 7 K ^82^. H1110M119H (1 
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993) „ bcr/abl (ALLS) : 7°Ov-t 4 V 

xyy-X *7 if USA, gSS2£, SS976S~9772 
H (1986) . be r/ab 1 (CMLS) : t^a? 
- 7>K -'^ Jj-Dx- (Mol. Cell. Bio 

1. ) . £607 -616 M (1986) , -b/U (Cel 

1 ) . 3I47&, S277 -284 H (1986) . pml/ra 
r a : -fe/k |g66^ 31663 -674 W ( 1991 ) . a m 1 
1/m t gS : i> x>-tK >\-t)V (The EMBO Jou 
rnal) , S2715-2721H (1993) . e 2a/ P 

b x 1 : -fe/K SftQ*, 31535 -545H (1990) . 
[0019] ±iec7)=t o J: 4 RN Aft 

tf»tftfc:ttffl$*i4Ka3fc, ■f&fcfcaMESKJEi: PC 
R0>2otf)tHI6Rj£tZe8B£:&^# ( dNTP N Mg 
pHlflgo£a6^fffii£JH?) , itlE?/Stt**t 
aJSttDNA#'J^5— fe\ ±£tf>2Rfc£tt 
ffl£il67'7-<f "7- s RNAXticDNAH-^^t"^ 

JnSfifc t><0?* o t t i ^. SRJtSSfi-f <y>.Bgft£ 
SfeWRJEfcaKfrt*,! b tfX'thtztb, RN Aft<9 

H#<3^ft##a$fijfcRjE^£iWIL.T fe< Z b 

£±9, Mfc^JW^ftttl. <! fc#T"£ * . *f6IB 
05* -y MUJ&^SrffitetE-o-tRNAa^fcfffl, ffl 

*vhTi>&. M*"/bb L-Tfi, 0ttfcQJEfrffifcffi 

^ni»Ric?gs-#*-rs^'y k kre«k> i mtfft 

a$*ifcRJ6g»Hflrt4*'y h*6*Woii4. IS 
* y Mi»Ka*0)tfBE, +"C«>Bff&BrJli* » h b L 

[0020] 

[0021] Htfcffl 1 WT 1 mRN ACOfeMMfc 
( 1 ) RNAStefoflfl* 

t hajfil««T-J>I.K-5 6 2« (ATCC CC 
L-243)J;'5TriZolMS (^/nBRLt 
8) £fflWt£RNA£fSS!U:. i^RNA 
RNA PCR^'yKAMV) Ver. 

2. 1 (SfijajlJ!) £ttfl§LfcRT-PCRCJ:oT 
WT1 cDNA£f$fiL£. RT-PCRtiiWTl 

- f u wt i - r i (m$m&m^ 1 , 2t**i 

fftTJ-f "7- WT 1 - F 1 , WT 1 - R 1 0)T&mL 



r>xm%2 S TbpOWT 1 c DNAA^^/lfc. ±12 
OWT1 cDNAfcfHSi: WrPCRfcfTK 
M2fltf)HK£^L^»cDNA£ft*U:. =5: 
fc, PCRttiPCRTyrO^^-ya^-/ h- 
(Sffittt*) , ±l£07'7^7- WT1 -F I At/ 
7°74l- WT-Comp2 (fflft%<?fflffi&^3£.T7 
WT-Cooip20JaSiB^^t) ^ffifflUc. 
cntj;oTil^2 5 3bp£7)XliWTl cDNA*l 
htltz. Kfc, CWXfiWTl cDNA^fflV^TRN 
AltefofcfERU:. i-f, P T7BlueT 
■yh (Myi/a8) £mUzTA-?a--y?' 
ffiCiO, iXlcDNAWy?D-;y^B-V 
7'5^S KpTTBlueWTl A 1 £ft*U:. 87*5^ 
5 K£ Bam HI (SfflSS*) tfftl, 7fiu-X 
y^«Sv»»*tfV\ Suprec-01 (S»S4t 
S) 3 140bp<7)ijgDNA (7X10"3t 

1 ) £y;kfc"5 0JRL.fc. #^ix/ctt»'DNA(i 
c D N Af^ii LT WT 1 mRNAUD^fttflEffl't 

iii:*^^!). JgtiiJDIlffiDNASIjafcU 5- 
T7byyx?V7i'3>* yb (/sV 
x.yWS&) &ffiil,t:4y- t*hnK^RjE^tTir\ R 
NAS^HiSfRHLfc. H4)flfcRNA«^ft (WT1 
cRNA) £260taW&ltMliZj:i)&tlt:bZ*>, 
ZcommUxl 0»*3t:-/ju 1 
[002 2] (2) at«BR^RT-*^T-y FPCRffi 
iCi^WTl mRNA^i 
±IS<7)K-5 6 2«4*^:RNA&^i:LT, tTF 
(C^ISff TWT 1 m R N A tfjffift t fr -2 tz . OTcOBg, 
^Sr-^ORtfSSSriW Lfc ; 5 0 mMO h 'J * -«K ( p 
H9. 2, 25'C) N ImMOMgC 1 2 , 1 OmMOKC 
U 14mM<7)(NH 4 ) 2 S0 4 . #lmMOdNTP, 
#0. 4nM«07°5-f -7-WTl-FiatXWTl-R 
1, #4 0 0nM<7)T7^-7-C&y7 o 7^-7-D (S?>J 

4^-v<nmmini^t. ), loucoy^^ur 

— bTftWPJ (SfiitaM) , 2 4U»AMVjf|6^^ 
(Sffiiitt^) , lUCOPf u DNA--K'J^5— t' 
(Xh7^y->tl), 6UOTaq DNAtf'J.* 
5— fef(^aJlffiR) , 10 6 3t-C0±ia<?)RNA» 
^flj, ±IS«0K-'5 6 2«**^RNA 0 ^rfc, JJ£ 
*>K-5 6 2«JB*#£RNAttO. 0 1ng,\0. In 
lng, 1 Ong, lOOng, 1 0 0 Ongc7)6S«RN 

AM.-Z'K&mzffihnltc. mmuzKmmTii®-® 

d> 5 4*C, 1 5^)\ 
<Z> 9 4'C, 9 0ft\ 

<3) 9 4'C, 15#—5 4°C, 3 0^~7 2°C, 3 0^ 

S-l^-i^/l'ttl. 1 OtM^RJB, 

® 9 4'C, 1 5^5 0*0, 3 0^-7 2'C, 3 0^' 
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£ 1 *H ?>lttZ 3 5 IN 

[0023] Emmim, ErtStertfo-xy/nst 
aaacffitfc. MW£^^&x7^A7'u-7^ Fife 

feOft fcffift-f * - xT* y A f - F M B I 0 1 1 
-t*- (^fflitttS!) £ffloT*WrtS.ri:fc«i:9, 
Kfftm R N A&tf R N AM£%**?)i«1IMftI:£ JtlJ 
U Mfi+^SWmRNA (WT1 raRNA) AZft 
*>fc. *SJH£[1 1 littft. II 1 «N-<0l»£f£ffl LT 

-Hi^w^-r . i *mm&mmmMz 

tdi±RNAA (ng) , WWURJClS+tttajS^JtW 
Tl mRNACOatr-fSte^t". 01 C^§tll>J:? 
[Z , » § R N Afi fc Wfc&hfcftMm R N Aft 

sagas (Bmm) i>&t>iit. *%BHw*ffi*«3ee 



[00 27] U-937W (ATCC CRL-15 
93) J; DT r i Zo l&££/H<rVtMSU::£RNA 
£0 . 0 3-10 Ong/// 1 «Kffl-?&l8f&RLfc. i 
ti&tf) 1 ju 1 f o&^-eshJJB^RJCJSK^anL, £ 

® 4 5°C. 1 54h 
© 9 4°C, 9 0#. 

<3> 9 4°C, 15fj-— 54°C. 3 0f>-7 2'C. 3 09 

£ i ^>f ^/ufc-t* 3 oim ^;urae, 

[00 28] RJGKTft. RJKftfcTtfn-^y/kSfc 

W»W£U ^ffi^lH^^t'taiiKft^flrtT 

Jn$ttf:£RNAft (ng) . if»i®fl<)RNAEJ3*«li 

m^Acom^Am^mmmzm-hwi^ (t/c 

it) 02t*§*i£J:3fc. ffi*l3*ifc£RN 

Aifc }!5££it£ T/CJtti Jiff 5riBtilSffi*7i* L . ± 



l/4(Cfi«j$;f v Ufc. 
[0 0 24] (3)isWRM.l 
UlCDK- 5 6 2«ISlteteRN A£8*<9Jt¥"?lt# 

a^m**^ rn At m& uMimntix, 

5|5MJfll*>4>^RNAiO|igWiTr i Zo 1M^£JS 

2«**^RNA^fii;J:<-ScLTfc'9, #80£fr 

[0025] mtm\2 iSMmn R T - P C Rj££f (Iffl 
lt:/3-7?*y mRNAgftfflRJCJfoOft* 
§4200/zlWPC Rfflf- TIE* 1 
£$ts25jJilCD0-771-> mRNAJgJJflKJjtfg 
sustfc. £<Z>RitSlRi-2 0mFT'$5£(C«#S 
tUt. 7°7-f-7- AC-F 1 , BA-RlCOJg 

ti?tv6fflmnffim%6 . 7 mutt. 

[0026] 

1 



2. 5U 
2. 5U 
5 pmol 
5pmol 
20U 

1X10 5 3t°— 
*fflSE5 0* 
HffiJS5mM 
»»K1 OmM 
»«£14iM 
»?6S0. 0 1% 
&lmM 



[00 29] miMM3 S^Wt hmRNAfflJ^«yb 

mmmfczmiz^ ^%m^mzx^xyim2 

l3a<0hhmRNAft*S!l^-&!tft<0#-y bri^b 
fc. hftAMVjSHE^BSS, Pfu DNA^'J 

^5— fe\ Taq DNA^'J^^-^SScDP^S- 
■£trt>0)fcU ^2iBtt«0#7"^'f-7-. Mt/KfgT? 

4 1 #ga«im r n At&min t frt>mtM 1 isao 

3t. «-mRNA<0ffl£KfflfflS*lS7 , 7>fV-*S2t 

^t. ftfc, a2*^4SW7-f^-S:^Uci>c0 
ti. -etlftl 1 «tf)75>f 7-*f fcffifflt* 2g»0P 

CR (^f7KPCR) St^to t>?)TJ>l>, S^, 3 



AMVi£i|g?S^ 
Taq DNA-+."l»^5— fe* 
77^7- AC-F1 
BA-R1 

f3-79i-ycDNAm^ (^hB-79i-y 
a y^-r ^f-f/PCR^7h, Sill!) 
h'JX-tM (pH9. 2. 2 5'C) 
MgC 1 2 
KC 1 

(NH 4 ) j S0 4 
^ylI7^/$y (BSA) 
d NTP 



(7) 



fcBWl 1-89596 



IW'J'ft-^U^Wil'?©;^ . [0 0 30] 



gflfrnRNA 



r 7 -<•?-. ftirawgi'frflfi!a#3 



Fit 



b c 1/ab I (CMLS!) 



b c 1/ab I (ALLS) 



pml/rara 



a m 1 /m t g8 



e 2 a/ p b x 



[0031] 

(=ff3it36^«Ret=4r*. MIC ;fi*m&Igrfc 
[0032] 

m\-- 

ACAGATGCAC AGCAGGAAGC 
[00 34]ffi?l]#^: 2 
ie5'|c0^$ : 2 0 

mm : SIS 



TGATGGCGGA CTAATTCATC 
[0035] 3 
K5iJc0«$ : 6 2 



cki9-f2 (mm^9) 

CK19-R1 (ffiWSf-l 0) 
CK19-R2 (SJWWl 1) 
CK20-F1 (ffi#|##12) 

ck2o-ri mm^is) 

CK20-R2 (Em%l4) 
F 1 t3-Fl (ffiflStl 5) 
F 1 t 3 — F 2 6) 
ba-Fl (85«#?17) 
ba-F2 18) 
ba-Rl 

ba-F3 (SW»f 20) 
ba-F4 (Kfl#92 1) 
ba-R3 {Rm%22) 
ba-R4 (IS?1J#^2 3) 
pr-Fl {Em^24) 
pr-F2 (EH*#2 5) 
pr-Rl (B5W#2 6) 
pr-R2 (fifl##2 7) 
am-Fl (Sfl#92 8) 
ara-F2 (gS*l]*^2 9) 
am-Rl (S?l»^3 0) 
am-R2 (I2?l|#^3 1 ) 
ep-Fl (Kfl#f32) 
e P -F2 (SW#93 3) 
ep-Rl (BJflFi-3 4) 
e P -R2 (lg?l)#^3 5) 

.imm 

[0033] B£»f: 1 
: 2 0 

KflOS : 

a** ■ -*m 

Sfl<D«» : fl!!<7)&§? ( "afiEDN A) 



20 



Emmm ■■ mm <£j*d n a > 

20 

EjajWif » : ffiftgtt <£«D N A ) 



(8) 
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SSi: 

TGTGATGGCG GACTAATTCA TCMCTTTTT CTGACAACTT GGACTTGTTT TACCTGTATG 60 
AG 62 
[0036] E¥\m : 4 j&m. : -*« 

: 2 0 htfuiS- : BUR 

8H*)S : ttBft KH^fflH : ftf^&K (MDNA) 

Efl: 

AGCAGGAAGC ACACTGGTGA 20 

a^s -. mm serosa : ^orr ( -&j£d n a > 

IBM : 

AACTTTTTCT GACAACTTGG 20 
[0038]E3fl#^: 6 

serous : 2 1 t-^ni/- : mm®. 

ifflvm ■■ tm mmm. ■. mm ( d n a ) 

CAAGAGATGG CCACGGCTGC T 21 

too39j mim ■■ 7 go* : -*a 

Ko^ffl : ie?u was : ffio^K < £jsd n a > 
m ■ 

TCCTTCTGCA TCCTGTCGGC A 21 

[0040] E5!l## : 8 £®ft : -*H 

IS5IJ<7)*S : 2 1 : B&R 

KflOS : Hm ■ ■ . W&& ( £f£D N a ) 

S5H : 

GCGGGCAACG AGAAGCTAAC C 21 
[0041] : 9 gOft : -** 

KWO^S : 2 1 Mta^- : Jggff 

: ft£ SflflSS : flfifllSK (bSEDNA) 



ATGCAGAACC TCAACGACCG C 21 

[0042] mmm ■■ 1 o gost ■. -#g 

KflkOftS : 2 1 h-f'n^- : OMR 

BWfiOi! : StS Efl«0«« : flUWSl { £j£D N A ) 

TCTGCATCTC CAGGTCGGTC C 21 

[00433 mnm ■■ 1 1 : -** 

E^IO^S : 2 1 : figtt 

ffi^ijtos : a® i^iwsw : wm < £jsd n a > 

EH : 

CAGTGCCTGT TCCGTCTCAA A 21 

[oo44]@e?ij^: 12 «<o»-.-*« 

KWOgS : 2 1 M?ni/- : 809% 

km*>s : m mmm : itosss ( n a ) 

ISM: 

CAGACACACG GTGAACTATG G 21 

[0045] wm% : 1 3 ■. tm 

2 2 mm •. 



(9) 



bsppi i 



Mrny*-:B»# 

GATCAGCTTC CACTGTTAGA CG 
[004 6 J KH#¥ : 1 4 
m\<OfkZ : 2 1 

mm : mz 

AAGTCCTCAG CAGCCAGTTT A 
[0047] EH#^ : 1 5 
: 2 1 

TGTCGAGCAG TACTCTAAAC A 
[0048] m\m: 16 
Emit* : 2 2 

mm. m 

ATCCTAGTAC CTTCCCAAAC TC 

[0049] m&% : 1 7 

: 2 0 

mm mm 

EH: 

AGATGCTGAC CMCTCGTGT 
[0050] EH## : 1 8 
EflO*3 : 2 0 

ehos : nm 

TTCGCCTGAC CATCAATAAG 
[005 1] Eft#9 : 1 9 
BW0*S : 2 0 
Efltf>S : $K 

GCCACAAAAT CATACAGTGC 
[0052] : 2 0 

EflaftS : 2 1 

ehos : m 

TGGCCCCGCA GGTCCTACTC C 

[00533 -. 2 1 

Efl05£$ : 2 1 

mm -. 

EH: 

GCACTGCCCG GTTGTCGTGT C 

[0054] m\m-. 22 

BWOfiS : 2 0 
E^IJCOS : 03S 

EH : 

CATACAGTGC AACGAMGGT 
[0055] mim : 2 3 
EPJOft* : 2 1 



EH0WK : VH^m (MDNA) 
22 

«0» : -*« 

EftOHS : ffi^i! (£fi£D N A ) 
21 

ft OS : -#» 

EftOffl* : ffiWBK (MDNA ) 
21 

#0ft : -*« 

E»»«» : ffi«8» (nSDNA) 
22 

: -*« 

EH0MI : flS«SiR (aiDNA) 

20 

9ML : -*« 

EflflfflB : ft«8» ( £|£D N A ) 

20 

ftaft : -** 

Efl<aS» : mo^K ( N A ) 
20 

mm : -#* 

EH**I : ito^ig (£|fcD N A ) 
21 

wm ■ -*« 

M?Dx-:fi»R 

EftOfflS : mWM (£«D N A ) 

21 

«<0& : -*« 

SHOTO : ffilO^K ( N A ) 
20 

mm : g» 
«0ft : -** 



(10) 



«p|*PPl 1-89 59 6 



b i;- -.mm®; 

CTGGGTCCAG CGAGAAGGTT T 
[0056] Kfl#f : 2 4 

satoas : 2 1 

: Sit 

m ■■ 

CCCCAGAGCC TGCAAGCTGC C 

[00573 mnm ■. 2 5 

m\CO%$ : 2 1 

m<m ■■ m 

TGGCTTCGAC GAGTTCAAGG T 
[00 58] SM»f : 2 6 
K*J0£S : 2 0 

smm ■ m. 

En- 

CATAGTGGTA GCCTGAGGAC 
[0059] W\\m : 2 7 
K5Qtf>£3 : 2 1 

Emm ■. m 

m ■ 

CTGGGCACTA TCTCTTCAGA A 
[0060] ffi#|#f- : 2 8 
Emm : 2 1 

Emm ■. m 

tffl : 

GGCAATGATG AAAACTACTC G 
[00 6 1 3 IE5IJS# : 2 9 

Emm : 2 1 

m ■■ 

CGAAGTGGAA GAGGGAAAAG C 

[0062] mnm 3 0 
Emm •■ 2 1 
Emm ■. m 

«m ■■ 

TCCTATCTCG GGTGAAATGT C 
[0063] ffi?IJ#^ : 3 1 

Emm : 2 1 

En : 

GGGGAGGTGG CATTGTTGGA G 
[0064] m$m*jr : 3 2 
Emm : 2 1 

Emm. : SiS 



EW0SJS : flStfJgSS ( MSD N A ) 
21 

wmmm ■ \mm (£j£d n a ) 
21 

«** : -*« 

EfltftfBB : ffi^SIS (hSDNA) 
21 

EH2*» : mmfc (MDNA) 
20 

«** : -#* 

EHO«H : fMgg ( N A ) 
21 

&m : -*a 

Efl**H : mm (£&D N A ) 

21 

*4>ft : -** 

EflflWH : (^D N A ) 

21 

gog ■. 

h#&j- mm 

Emmm ■. mm (^dna> 

21 

hxxn;- ■. mm 

Emm. . mm ( n a ) 

21 

mm : -** 

hue?*;- mm 

Emmm ■. mwm. <£*d n a ) 



GCGCTGGCCT CAGGTTTCAC C 
[0065] Emm : 3 3 
EH*>53 : 2 1 



21 



Emm ■. m 
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EH: 

GGAGGCAGCC ACCCCGAGGA C 
[00 6 6] mm^: 34 
ge?IJ^R$ : 2 1 

sm ■ 

CGACCCTCCG CCCTTCTCAG G 
M- : 3 5 



[0067] 

ffi^cO^S : 2 1 



m-. 

GCCACGCCTT CCGCTAACAG C 



[01 ] ^WmmzlhWT 1 mRNA50^1<7)fe 
^J)II^RNAStWTlmRNA(?33tf-SctW 



: mmSSSt <£j*DNA) 
21 

a«« : -*« 

S^lcOSS : AM© (niDNA) 
21 

: -*« 

M?n-/*- : KKK 
E?IJ<7)«» : fftO&K (MDNA) 

21 

[H2] *m%mz]:Z,0~7?1-y mRNAtfHg 
atf>j*Ha\ gSilhtRNAfiiT/Citt^WfST^L 



[01] 



[02] 





*JD±RNA* (ng) 



SUBORN AS (ng) 



7oy h^-vcogg^ 

(72)»HM H» £iK (72) «2it 

«K»*j*itiJllffl3TB4*lt SSJt a«JR*anfflIffl3TB4Sl^ gffijt 



\ 



) 

f 
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AB Described is a method for the determination of RNA with improved sensitivity 

and reproducibility. The method comprises synthesis of cDNA and amplification 
of the cDNA in the presence of RNA or cDNA competitors. The method also 
requires a reverse transcriptase, heat-resistant DNA polymerase, NTPs and RNase 
inhibitors. Methods and kits for the determination of mRNA from gene WT1, p- 
actin, cytokeratin, Flt3, bcr/abl. pml/rara, amll/mtg8, or e2a/pbxl are 
claimed . 

ST mRNA detn method kit cDNA RNA competitor 
IT Gene, animal 

RL: ANT (Analyte) ; ANST (Analytical study) 

(BCR; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(E2A; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

( FLt 3 ; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(RARA; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(WT1; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(amll; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(c-abl; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT PCR (polymerase chain reaction) 

(determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT mRNA 

RL: ANT (Analyte); ANST (Analytical study) 

(determination of RNA by PCR in presence of RNA or cDNA competitors) 

IT RNA 

RL: BUU (Biological use, unclassified); BIOL (Biological study); USES 
(Uses) 

(determination of RNA by PCR in presence of RNA or cDNA competitors) 



IT cDNA 

RL: BUU (Biological use, unclassified); BIOL (Biological study); USES 
(Uses) 

(determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene 

(expression; determination of RNA by PCR in presence of RNA or cDNA 
competitors) 
IT Keratins 

RL: ANT (Analyte) ; ANST (Analytical study) 

(gene for; determination of RNA by PCR in presence of RNA or cDNA 
competitors ) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(mtg8; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(pbxl; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Gene, animal 

RL: ANT (Analyte); ANST (Analytical study) 

(pml; determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT Actins 

RL: ANT (Analyte); ANST (Analytical study) 

(P-, gene for; determination of RNA by PCR in presence of RNA or cDNA 
competitors ) 
IT 9068-38-6, Reverse transcriptase 

RL: ARG (Analytical reagent use); ANST (Analytical study); USES (Uses) 
(determination of RNA by PCR in presence of RNA or cDNA competitors) 
IT 9012-90-2, DNA polymerase 

RL: ARG (Analytical reagent use); ANST (Analytical study); USES (Uses) 

(heat-resistant; determination of RNA by PCR in presence of RNA or cDNA 
competitors) 
IT 9001-99-4, RNase 

RL: ARU (Analytical role, unclassified); ANST (Analytical study) 

(inhibitors; determination of RNA by PCR in presence of RNA or cDNA 
competitors ) 



